plant that is unable to recognize it. The fact that RipE1 is recognized, and activate immune responses, in both N. 3 0 2 benthamiana and Arabidopsis suggests at least two scenarios: it is possible that the 3 0 3
NLR responsible for this recognition is conserved in both species; on the other hand, it 3 0 4
is also possible that both species have independently develop NLRs that recognize 3 0 5
RipE1. Although we did not identify the NLR involved, we determined that, at least in N. 3 0 6
benthamiana, RipE1 recognition does not rely on EDS1 or the NRC network, pointing 3 0 7
to a CC-NRC-independent NLR. Interestingly, although RipE1 perception leads to the 3 0 8 accumulation of SA in both plant species, the associated gene expression patterns 3 0 9
seem to differ. The ICS pathway plays a predominant role in the pathogen-induced SA Physiology, 2008). In agreement with this, the RipE1-triggered overexpression of 3 1 2
AtPR1 in Arabidopsis correlates with an enhanced expression of AtICS1, but not 3 1 3
AtPAL1. However, it seems that the RipE1-induced increase in SA content in N. 3 1 4
benthamiana correlates with a reduction of NbICS1 gene expression, and an increase 3 1 5 in the expression of several NbPAL genes. Considering that ICS1 is normally regulated 3 1 6
at the transcriptional level upon pathogen perception (Wildemurth et al, 2001) , our 3 1 7
results suggest that the PAL pathway is more relevant than the ICS pathway for the 3 1 8
induction of RipE1-triggered immunity in N. benthamiana, indicating that both 3 1 9
pathways are differentially required for distinct immune responses in different plant 3 2 0 species. Similarly, both the ICS and PAL pathways have been reported to be required 3 2 1
for pathogen-induced SA biosynthesis in soybean (Shine et al, New Phytol, 2016) . The 3 2 2 reduction in ICS1 expression in N. benthamiana may reflect a compensatory effect 3 2 3
between the ICS and PAL pathway. In addition to different gene expression patterns, 3 2 4 the physiological output in both plant species may be different. Although RipE1 3 2 5
expression caused an inhibition of Arabidopsis growth, we did not observe any signs of 3 2 6 cell death (data not shown), which contrasts with our observation in N. benthamiana. 3 2 7
However, this may be caused by differences in the expression system used in both 3 2 8 plants (Agrobacterium-mediated transient expression in N. benthamiana vs 3 2 9
EST-induced expression in Arabidopsis stable transgenic plants). 3 3 0 3 3 1
Another surprising aspect of RipE1-triggered immunity is the fact that it leads to the 3 3 2 simultaneous accumulation of SA and JA, and to a strong and moderate SA-and 3 3 3
JA-triggered gene expression, respectively, in both N. benthamiana and Arabidopsis. 3
3 4
This suggests that, in the case of RipE1-triggered immunity, SA and JA may play a 3 3 5 cooperative role, possibly reflecting the complexity of the R. solanacearum infection 3 3 6 process compared to other pathogens. 3 3 7 3 3 8
If RipE1 triggers immunity in N. benthamiana, why is it that a GMI1000 strain without 3 3 9
PopP1 and AvrA (but having RipE1) can cause a successful infection in N. pGWB505 vectors were grown at 29°C and 220 rpm in LB medium supplemented with 3 8 8 rifampicin 50 mg/l, gentamycin 25 mg/l and spectinomycin 50 mg/l, while those 3 8 9
carrying estradiol inducible vectors were grown in rifampicin 50 mg/l, gentamycin 25 3 9 0 mg/l and kanamycin 50 mg/l. 3 9 1 3 9 2
Site-directed mutagenesis 3 9 3
RipE1 C172A and RipE1 Δ AD mutant variants were generated using the QuickChange 3 9 4
Lightning Site-Directed Mutagenesis Kit (Life technologies, USA) following the 3 9 5
manufacturer's instructions. RipE1/pDONR207 plasmid was used as template. 3 9 6
Primers used for the mutagenesis are listed in Table S1 . Plant tissues were collected into 2 ml tubes with metal beads and frozen in liquid 4 1 0 nitrogen. After grinding with a tissue lyser (Qiagen, Germany) for 1 min at 30 rpm/s, 4 1 1 proteins were extracted using protein extraction buffer (100 mM Tris-HCl pH 8, 150 4 1 2 mM NaCl, 10% glycerol, 5 mM Ethylene diamine tetra acetic acid (EDTA), 2 mM 4 1 3
Dithiothreitol (DTT), 1x Plant Protease Inhibitor cocktail, 1% NP-40, 2 mM 4 1 4
Phenylmethylsulfonyl fluoride ( PMSF ), 10 mM Na 2 MoO 4 , 10 mM NaF, 2 mM Na 3 VO 4 ) 4 1 5
and incubating for 5 min. After centrifugation, the supernatants were mixed with SDS 4 1 6 loading buffer, incubated at 70 ºC for 10 min, and resolved using SDS-PAGE. 4 1 7
Proteins were transferred to a PVDF membrane and monitored by western blot using 4 1 8
anti-GFP (Abicode, M0802-3a) and anti-luciferase (Sigma, L0159) antibodies. 4 1 9 4 2 0
Measurement of ROS generation and MAPK activation 4 2 1
PAMP-triggered ROS burst and MAPK activation in plant leaves were measured as 4 2 2 described previously (Sang et al., 2017; Segonzac et al., 2011) . ROS was elicited with 4 2 3 50 nM flg22. MAPK activation assays were performed using 4 to 5-week-old N. 4 2 4
benthamiana. Two days after Agrobacterium infiltration at OD 600 of 0. RipE1, using Agrobacterium with an OD 600 of 0.5. Samples were taken 42 hours after 8 7 5
Agrobacterium infiltration. Three independent biological repeats were performed, and 8 7 6
the different colors indicate values from different replicates. Values are represented 8 7 7
as % of the GFP control in each replicate. RipE1-GFP, C172A or GFP (as control) were transiently expressed using 8 8 1 agrobacterium into wild type (WT) N. benthamiana, leaves silenced with EV (as 8 8 2 control) and those silenced with different NRC homologs (NRC2/3, NRC4 and 8 8 3
NRC2/3/4-Triple), using VIGS. For RipE1-GFP, C172A and GFP an OD 600 of 0.5 was 8 8 4
used. Rpiblb2 (OD 600 0.2)/AVRblb2 (OD 600 0.1) and Pto (OD 600 0.6)/AVRPto (OD 600 8 8 5 0.1), which are NRC4 and NRC2/3 dependent, respectively, were included as controls. 8 8 6
Photos were taken 5 days post inoculation under natural or UV light. UV images were 8 8 7
taken from the abaxial side and flipped horizontally for representation. Western blot showing protein accumulation in the experiments shown in the figure 6. 8 9 1
Molecular weight (kDa) marker bands are indicated for reference. 8 9 2 8 9 3 8 9 4
Table S1: Primers used in this study for RipE1 cloning and qRT-PCR. RipE1-GFP, C172A or GFP (as control) were transiently expressed using agrobacterium into wild type (WT) N. benthamiana, leaves silenced with EV (as control) and those silenced with different NRC homologs (NRC2/3, NRC4 and NRC2/3/4-Triple), using VIGS. For RipE1-GFP, C172A and GFP an OD 600 of 0.5 was used. Rpiblb2 (OD 600 0.2)/AVRblb2 (OD 600 0.1) and Pto (OD 600 0.6)/AVRPto (OD 600 0.1), which are NRC4 and NRC2/3 dependent, respectively, were included as controls. Photos were taken 5 days post inoculation under natural or UV light. UV images were taken from the abaxial side and flipped horizontally for representation. Figure S6 anti 
